PROCEDURE

SELECTION PROTOCOL
1. Dilute 10 μl of phage display library with 90 μl 0.1% PBST to an aliquot of 2 × 10 11 phages.
2. Incubate precoated and preblocked microtiter plate well (e.g., StreptaWell) with phage library for 1 h, at room temperature with gentle agitation. 3. Discard nonbinding phages by pouring of the suspension and firmly slap the microtiter plate face down onto a clean paper towel to remove residual solution.
Use a clean section of paper each time to avoid cross-contamination when using more microtiter plate wells at once.
4. Wash well 25× with 0.2% PBST. Each time add 200 μl of washing buffer to the well and shake on an orbital shaker for 5 min at 50 rpm and than discard by pouring the solution out and slapping the plate onto a paper towel. 5. Wash well 4× with 100 μl of 0.2 M glycine-HCl buffer, pH 2.2. Each time transfer glycine-HCl buffer into the plate well and shake for 5 min at 100 rpm, remove the buffer from the well as in Step 4. Stabilize the surface between each wash by adding 100 μl of 200 mM phosphate buffer, pH 7.5, for 5 min and remove it as in Step 4. 6. Elute bound phages by adding another 100 μl of glycine-HCl to the well.
Cover the well with adhesive cover and immerse it in a sonicator water bath (50 Hz) for 10 min. 7. Transfer the eluate into microcentifuge tube and neutralize it by adding 100 μl 200 mM phosphate buffer, pH 7.5. 8. Add the eluate to 20 ml of ER2738 culture in LB medium at early-log phase and incubate with vigorous shaking for 4.5 h.
Alternatively eluates can be stored overnight at 4°C at this point and amplified the next day.
9. Transfer the culture to a centrifuge tube and spin 10 min at 10,000 rpm at 4°C. 10. Transfer supernatant to a fresh tube and re-spin. 11. Pipet upper 80% of the supernatant to a fresh tube and add 1/6 volume of PEG/NaCl. Mix thoroughly. 12. Allow phage to precipitate overnight.
Phages should precipitate at least 1 h, but preferably overnight.
13. Purify the precipitate as described by manufacturer (http://www.neb.com/nebecomm/ManualFiles/manualE8120.pdf).
14. Use 2 × 10 11 phages of the previous round's amplified eluate to carry out the next round of panning.
*Perform 1-3 rounds of selection.
15. Use the eluate from the last round of selection to infect plated bacterial host cells as described by the library manufacturer and use individual phage clones for further analysis.
RECIPES
PBST (400 ml 
EQUIPMENT
Sonicator water bath, Sonis 3 (Iskra Pio, Sentjernej, Slovenia)
